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Devices for use in either competitive or non^mpetitive ligand-receptor assays having a n™a«P^ 
o«s member in contact with a non-al«orbent textured surface, where the ^^^"^^^^^^^ 
Tcapiliary network is formed when In contact with the microporous member. More particularty. these 

''^"T^SSl^^mber having an upper and a lower surface, being positioned in the device such that 
said sample may be applied to said upper surface ; and . ^ « «aK*«^A nf 

TUin-abs^nt member having a textured surface with channels rapabie of ^o^'"9 « 
capillary channels when placed in communication beneath or around said porous memb r. saw 
caoHlarv network being substantialiy parallel to the lower surface of said porous member . 

^SieS me^pte. alone 6r in combination with other fluids.when applied to saKl "PP«r ^urf^ 
is dr^ ?.rLgh said Wous member to said capillary networi. fomied between sa.d ^^^^^^^^ 
and 8^ non-absorbent member when substantially all the void volume of saKl porous number is «! d 

S al^d/or fluids and when contact is made between said porous J"^,, 

non-absorbent member. These devices are suitable for ^'"^^^''^J^^^J^^^ 
perfomed using either immunochromatographic methods or in those which are performed usmg 
flow-through methods. 
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DEVICE FOR LIGAND-RECEPTOR METHODS 



Field Of the invention 

This Invention is in the fieid of assay devices, 
including devices for llgand-receptor methods which 
are used for the detection of selected analytes in a 
fluid sample. More partlculariy. this invention relates 
to devices for perfonning s<rfid-phase assays requir- 
ing a separation of bound from unbound labeled rea- 
gents. The Inventive devices described herein may be 
used in the perfonmance of assays to obtain qualita- 
tive, semi-quantitative or quantitative detenninations 
of one or more analytes within a single test format 

Background of the Inventon 

As used herein, the iemx ligand-receptoT assay 
refers to an assay for an analyte which may be detec- 
ted by the fomiation of a complex between a ligand 
and another substance capable of specific Interaction 
with that ligand, Le.. ligand receptor. The ligand may 
be the analyte Itself or a substance which. If detected, 
can be used to Infer the presence of the analyte In a 
sample. In the context of the present Invention, the 
term Hlgand", Includes haptens, hormones, antigens, 
antibodies, deoxyribonucleic acid (DNA), ribonucleic 
acids <RNA). metabolites of the aforementioned 
materials and other substances of either nature or 
synthetic origin which may be of diagnostic interest 
and have a specific binding partner therefor, i.e.. the 
ligand-ieceptor in the ligand-receptor assay. The term 
"ligand receptor* includes materials for which there is 
a specific binding partner, i.e., the ligand of the ligand- 
receptor assay. Those slcilled in the art will appreciate 
that the analyte of interest, a member of a specific 
binding par, may be either ligand or ligand receptor 
depending upon assay design. 

Ligand-receptor assays are generally useful for 
the in-vitro detenmination of the presence and/or con- 
centration of ligands in body fluids, food products, and 
environmental samples. For example, the detenmi- 
nation of spedfic homwnes, proteins, therapeutic 
dmgs, and toxins in human t>ody fluids has sign'rfic- 
antly improved the ability of nnedical practice to diag- 
nose and minister to the human condition. There is a 
continuing need for simple, rapid, non-instrumental 
assays for the qualitative and semi-quantitative deter- 
mination of such ligands in a sample. This need for 
simple, rapid methods entails a concomitant require- 
m nt for assay d vices to complement such assay 
m thods. FurthenK^ore, in many situations, such 
assays methods need to b simp! enough to be per- 
formed and int rpret d by non-technical users without 
th requirement of costly and complex apparahis suit- 
al>l for us only in a laboratory s tting by highly skil- 
led personn I. 



Ligand-receptor assays rely on the binding of 
ligands by receptors to determine the concentration of 
ligands in a sample. Ligand-receptor assays can be 
5 characterized as either competitive or non-competi- 
tive. Non-competitive assays generally utDize recep- 
tors In substantial excess over the amount of ligand to 
be detenmined. Sandwich assays, in which the ligand 
is detected by binding to two receptors, one receptor 
10 labeled to permit detection and a second receptor 
typically bound to a sdlid phase to facilitate separation 
of bound from unbound reagents, such as unbound 
Iat>e1ed first receptor, are examples of noncompetitiv 
ligand-receptor assays. Proteins, honnones and 
f 5 deoxyribonucleic acid (DNA) are examples of ligands 
commonly detected using non-competitive assays. 
Competitive assays generally Involve ligand from the 
sample, a f^and analogue labeled to permit detec- 
tion, and the competition of these species for a limited 
20 number of ligand receptor binding sites. Exampi s of 
ligands which are commonly measured by competi- 
tive ligand-receptor assays include haptens, hor- 
mones and proteins. Antibodies that can bind these 
classes of ligands are frequently used In both non- 
25 competitive and competithre assays as the ligand 
receptors. 

Ligand-receptor assays can be further described 
as being either homogeneous or heterogeneous- In 
homogeneous assays, all of tiie reactants participat- 
30 ing in the reaction are admixed and the quantity of 
ligand is determined by its effect on tiie binding ev nts 
Involving the labeled species. The signal observed is 
modulated by the extent of this binding and can be 
related to the amount of ligand in the sample. U.S. 
35 Patent No. 3,817337 describes such a homo- 
geneous, competitive immunoassay in which the 
labeled ligand analogue is a ligand-enzyme conjugate 
and tiie ligand receptor is an antibody capable of bind- 
ing to either tiie ligand or the ligand analogue. The 
40 binding of the antibody to the ligand-enzyme conju- 
gate decreases tiie activity of the enzyme relative to 
the activity observed when the ligand-enzyme conju- 
gate is in the unbound state. Due to competition be- 
tween unbound ligand and ligand-enzyme conjugate 
45 for antibody binding sites, as the ligand concentration 
increases the amount of free ligand-enzyme conju- 
gate increases and thereby increases the observed 
signal. The product of ttie enzyme reaction may then 
be measured kinetically using a spectrophotom ten 
so Heterogeneous ligand-receptor assays r quins a 

separation of bound labeled ligand r ceptor or labeled 
ligand analogue from til fr e labeled Tigand receptor 
or labeled ligand analogue and a subsequent 
measurement of either th bound or tiie free fraction. 
55 Methods for perfonnning such heterogeneous, conv 
p titive assays are described in U.S. Patent Nos. 
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3,654,090, 4.298,685. and 4.506.009; such a non- 
competitive assay is described in U.S. Patent No. 
4,376.110- 

The need for iigand-receptor assays that can be 
performed without the use of instrumentation has led 
to the development of assay devices that can be visu- 
ally interpreted. U.S. Patent Nos. 4,125,372, 
4,200.690. 4.246,339, 4.366.241, 4.446.232. 
4,477.576, 4,498,654, 4,632.901, 4,727.019, and 
4,740,468 describe devices and methods for 
heterogeneous, iigand-receptor assays that can 
develop colored lesponses to permit visual interpre- 
tation of the results. 

AnK>ng the first devices developed for Iigand- 
receptor assays were simple dipstick type devices 
designed for contacting a porous material such as a 
membrane with both the sannple and labeled reagents 
via immersion allowing appropriate reagent incu- 
bations to occur and then separating the free from the 
bound label using a wash step. Such devices are des- 
cribed in U.S. Patent Nos. 3.715.192. 4.200.690. and 
4.168.146 and EPO Pubn Nos. 0 032 286 and 0 063 
810. A common distinguishing feature of devices con- 
structed in a dipstick format Is the absence of a fluid 
receiving zone within the device for contalnlr^ the 
sample, liquid reagents and wash solutions after the 
perfonmance of the sample and reagent incubations 
and the separation of free from txuind iat>eL The lack 
of such a fluid receiving zone precludes characteri- 
zation of such a dipstick device as self-contained, 
given that some external fluki receptor must be pro- 
vkied to capture used sample, unbound labeled rea- 
gents and spent wash fluid. 

A class of devices which constitute an improve- 
ment over the simple dipstick construct is the 
Immunochromatographic test strip devk:e. This dass 
of device generally exhibits improved sensitivity in 
ligand detectk)n relative to that of simple dipstick 
devices by virtue of the ligand concentrating effect 
achieved by the flow of sample containing the ligand 
past an Immobilized ligand receptor zone. Such 
devices also provkJe a limited fluid receiving zone for 
fluids used in the performance of the assay. A fluid 
receiving zone is created by increasing the length of 
the porous member to provide a suitable anrKKint of 
total void volume capacity. Such devices are des- 
cribed in U.S. Patent Nos. 4.094,647. 4.235.601, 
4,361.537, 4,366.241, 4.435,504, 4.624,929. 
4.740.468. 4.756.828. and 4.757.004; EPO Pubn 
Nos. 0 267 006. 0 271 204, and 0 299 428; and PCT 
Appl. No. US86/0668. Even though such immunoc- 
hromatographic devices do include a limited fluid 
rec iving zone, they do not enable an efRclent 
firee/ix)und label separation, since the rate of sepa- 
ration is slow and limited by the rate at which fluid 
travels along the length of the pomus member. Some 
immunochromatographic devices are so limited by 
the capacity of their fluki zone that no fir e/ bound 



labels paration can be performed; such d vie srely 
upon the increase in concentration of lat>el at the 
immobilized ligand receptorzone to distinguish bound 
from free label. A need exists for a device that is t>oth 

5 efficient and rapid in performing separation of the free 
from the bound label in an assay. 

A specialized form of an knmunoc- 
hromatographte device is employed In the method of 
radial partition immunoassay. In this assay method, 

10 the sample and labeled reagents are carefully applied 
to the immobilized receptor zone in the center of the 
porous material. The wash fluid Is then also carefully 
applied to the immobilczed receptor zone and the 
unbound label flows radially away from the central 

IS imnwbaized receptor zone. Radial partition 
immunoassay devices like the aforementioned 
Imnrujnochromatographic devices require that th 
volume of wash flukj be less than the total voki volume 
of the porous memt>er containing the ligand receptor 

20 since it is the void volwne of the porous member in 
excess of the volume of the sample which provides 
the necessary additional fluid capacity. Such radial 
partition immunoassay devices are descrit>ed in U.S. 
Patent Nos. 4.517,288. 4.670.381, 4.752,562, 

25 4.774,174, and 4.786.606. Devices used for radial 
partition immunoassay are not generally suitable for 
the detection of a nujitiplicity of Uganda. The usable 
ligand detection zone necessarily must be relativ ly 
small and constrained since the physical separation 

30 of free and bound labeled species is strictiy limited by 
the dimensions of the device and the total fluki 
capacity of the porous nnember. 

Immunochromatographic and radial partition 
imnminoassay devices depend primarily on horizontal 

35 separation, i.e., along or within the plane of the porous 
member, of the free and bound lat>eled species in 
order to achieve acceptable physical separation of the 
free from the t>ound labeled reagents. A separate 
class of devices utilizes flow of fluid in a direction 

40 which is primarily transverse to the plane of the por- 
oxxs member. Devk:es which operate in this manner 
may be generally referred to as "flow-through" 
devices. The absort>ent material which constitutes the 
fluid receiving zone in these devices can either be in 

45 non-continuous contact with the porous memt>er con- 
taining immobilized receptor as described in U.S. 
Patent Nos. 3.888,629 and 4.246,339 or in continu- 
ous contact with the porous member as descrit>ed in 
U.S. Patent Nos. 4.366.241. 4.446,232. 4.632.901 

50 and 4.727,019, and in EPO. Pubn No. 0 281 201. 
Devices in which the absorber is not in continuous 
contact with the porous member such as described in 
U.S. Patent Nos. 3.888,629 and 4.246.339 allow tiie 
contact of the solutions containing sample and/or 

55 labeled r agents witii the porous member to occur 
prior to permitting flow of the labeled reagent solution 
into the fluid absorbent Since the contact is not con- 
tinuous betw en the absort)er and the porous menv- 

4 
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ber. the volume of fluid needed to ensure thet the por- 
ous member is completely saturated is only the void 
volume of the porous member. Such non-continuous 
contact devices are inherently more efficient at utili- 
zation of sample and labeled reagents and thus by 
this measure are more cost-effective ttian are continu- 
ous contact flow-through devices such as those des- 
cribed In U.S. Patent Nos. 4,446.232, 4.632,901 and 
4,727,019. The non-continuous contact flow*through 
devices however, have the disadvantage that a physi- 
cal motion is required by the essayist to bring the 
separated absort>er into contactwith the porous menrv 
ber and to thereby enable the flow of fluid needed for 
separation of free label from bound label. The require- 
ment of direct mechanical intervention is not desirable 
from the perepective of ease of use by non-trained 
usere, as It Introduces a step which may be subject to 
error. The continuous contact flow-through devices 
eliminate the need for active intercession by the user 
to complete the fluid contact between the absorber 
and the porous member, but are less efTicient in the 
utilization of costly labeled reagents. The flow charac- 
teristics of such devices are optimized such that fluid 
flow in the dkection transverse to the plane of the por- 
ous member Is preferred. Thus, a reagent volume 
substantially greater than the void volume of the por- 
ous member is required to ensure that the entire por- 
ous member has been contacted with the solution 
containing reagents. Since neither the non-continu- 
ous nor the continuous contact flow-through devices 
described in the prior art are capable of providing a 
device which exhibits the characteristics l>oth of effi- 
cient use of labeled reagents and of avoiding the need 
for an additional mechanical Intercession step, there 
remains an unmet need for a device with such sltri- 
butes. 

The inventive devices herein described are not 
linuted to either e flow through or an immunoc- 
hromatographic method but rather may be modified to 
achieve the benefits of both by, for example, control- 
ling the placement of the sample or the design and 
placement of the porous and non-absort>ent menv 
here. In preferred embodiments reagent flow is prim- 
arily tangential to the porous membrane whHe 
washing reagent flow is primarily transveree to the 
membrane end then into the network of capillary 
channels. These features dtstingu'ish this invention 
over the flow-through and immunochromatographic 
devices of the prior art 

Control of the rate and path of fluid flow in an 
assay device can be of paramount importance. To 
achiev this nd, a number of devices hav beend s- 
crit>ed in the prior art which use surfaces with specifi- 
cally arranged geometric elements to control the path 
and the rat of fluid flow. Devices such as are des- 
cribed in U.S. Patent Nos. 3.690,836 and 4,426.451 
and EPO. Appl. No. 0 034 049 utilize an arrangement 
in which a porous member is placed b tween smooth 



surfaced planarsheetsof a non-absorbent material In 
order to contain a fluid within the porous material. 
Devices such as are described In U.S. Patent Nos. 
4,233,029 and 4,310,399 use geometric arrange- 
5 ments of capillary channels to modulate the flow of 
fluid, such that fluid is directed to flow in regular 
geometric patterns and at controlled rates. A device 
for contfolling the delivery of fluid to a porous member 
using a texhired surface possessing a surface capil- 
10 lary network is described in EPO. Appl. No. 0 239 1 74. 
While the devices described are suitable for control of 
fluid flow, they fail to control fluid flow through a por- 
ous member such that assay devices can be con- 
structed to make efficient use of sample and labeled 
IS reagents and to contain a suitable fluid receiving zone 
for use In achieving a rapid and efficient separation of 
free from bound labeled species in an assay. Thus 
remains a need which has been unmet by any of the 
aforementioned architecture-controlled flow devices. 
20 A preferred device for perfonning ligand-receptor 

assays should not impose the need formectianlcal In- 
ter-cession on the assay procedure because this may 
Introduce operator error. The inventive devices herein 
described and claimed are efflcient In their use of 
25 sample and costly reagents and provide an adequate 
fluid recehfing zone for all liquid reagents, particulariy 
those of the fjree/bound separation step in an assay. 
The devices are capable of supporting ligand-recep- 
tor assays directed to simultaneous detection of a 
30 multiplicity of target ligands and they may be used in 
ligand-receptor assay formats which are analogous 
both to those of flow-through assays and to those of 
immunochromatographic assays. 

One advantage of the devices herein described is 
35 the efficient use of reagents while incunrtng a mini- 
mum number of steps in the assay protocol. The 
device allows one to use a large porous membran 
and to cover it with multiple ligand receptor zones, 
because it ensures that the sample will flow over and 
40 cover the entire membrane. This is accomplished 
without the need for either large sample volumes or 
mechanical action. Another advantage of this inven- 
tion is the non-absort>ent member. When an excess 
volume of fluid is added, the networicof capHlary chan- 
4S nels fonned by the contact of the porous member and 
the non-absorbent member ensures washing effi- 
ciency by directing flow away from the porous menv 
ber. thereby assuring good separation of free from 
bound labeled conjugate. In one embodiment the 
so inventive device can be employed in assays using 
flow-through methods. In another embodiment the 
described device can perform assays using immunoc 
hromatographic methods. Further, the devices of the 
present invention efficiently perfonm the task of 
55 separating free labeled species from bound labeled 
species, a pivotal requirement for heterogeneous li- 
gand-receptor assay methods. 
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Summary of th Inv ntion 

The present im^ention is directed to an apparatus 
parficulariy usefiil for perfonning a ligand-receptor 
assay in which it is necessary to separate free from 
bound labeled reagents, in general, the devices are 
useful in sftuations where it is desirable to remove 
label not complexed to immobilized binding agent 
from label which is complexed to binding agent The 
apparatus of the present invention includes, a porous 
member such as a membrane or a fDter onto which 
may be bound a multiplicity of binding agents, such as 
an antibody, preferably a nrtonoclonal antibody 
against the target iigand (Figs. 1 and 2). The 
apparatus also includes a non-absorbent member 
with a textured surface in oomnminication with the 
lower surface of the porous member. The textured 
surface of the non-absorbent member may be a 
grooved surface such as the surface of a record or it 
may be composed of channels, such that when the 
porous and non-absort>ent membm are brought into 
contact with one another a network of capillary chan- 
nels is formed. The capillary netwofic is formed from 
the contact of the porous member with the textured 
surface of the non-absorbent member and can be 
constructed either t>efore or subsequent to the initial 
contacting of the porous member with a fluid. In some 
embodiments, the capillary oonvnunication between 
the porous member and the non-absorbent member 
favors delaying the transferral of fluid from the porous 
member to the capillary network formed by the porous 
member and the textured surface of the non-absor- 
bent member untl the volume of the added fluid sub- 
stantially exceeds the void volume of the porous 
member. The transferral of fluid from the porous menv 
ber to the network of capillary channels formed by the 
porous member and the textured surface of the non- 
at>sorfoent member, occurs without the use of external 
means to induce fluid transference induding but not 
limited to positive external pressure, vacuum, or con- 
tact with an absort>ent material. The devices of the 
present invention may also include an optional mem- 
ber which is placed in contact with the upper surface 
of the porous memt>er and may be used to partition 
the upper surface of the device into discrete openings. 
Such openings can access either the porous member 
or the textured surface of the non-absort^ent second 
member. The optional member can in conjunction 
with the non-absorbent memt>er compose a fluid 
receiving zone in which there is no intervening porous 
member. A fluid receiving zone constructed from the 
non-absorbent member and the optional member pro- 
vMes fluid capacity in additk)n to that provkied by the 
n twork of capOlary channels created by the contact 
of the porous member and the non-absorbent mem- 
ber. The openings in the optional member may 
include a flrstfluid opening and also an additional fluid 
opening. The first fluid opening functions as a portal 
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for th introduction of the first fluid added to the 
device. The additional fluid opening serv s as an 
additional portal through which additional fluids may 
be added to the inventive device. 

5 The first fluid added to the device is the sample. 

Depending on the structure of the assay protocol, th 
sample may include but is not limited to sample-deri- 
ved target Iigand, labeled Iigand analogue conjugat , 
labeled Iigand receptor conjugate, Iigand receptor, 

10 binding agent, free/bound label separation reagents 
and/or elements of the signal development syst m. 
Addltk>nal fluids added to the device may contain the 
remaining reagents necessary to complete the assay 
procedure. Additional fluid reagents depending on the 

IS assay protocol may include but are not limited to spe- 
cimen-derived target Iigand, labeled Iigand analogue 
conjugate, labeled Iigand receptor conjugate, Iigand 
receptor, binding agent, free/bound separation rea- 
gents and/or elements of the signal development sys- 

20 tem. Depending on the structure of the assay protocol 
several additional fluid reagents may be needed to 
complete the assay procedure with the composition f 
successive addltk>nal fluid reagents varied as approp- 
riate to the assay protocol. 

25 An assay using the devices of this invention c m- 

prises in part the steps of adding a volume of the 
sample to the porous member, where the sample per- 
meates the void volume of the porous member and 
thereby contacts the Iigand receptor imnnobiliz d on 

30 the porous member. In a non-competithfe Iigand 
receptor assay the sample containing a target Iigand 
is applied to the porous member and the target Iigand 
Is bound by the Iigand receptor which is non-diffu- 
sively immobilized on the porous nriember. Labeled 

35 second Iigand receptor is then added as an additi nal 
fluid and binds to the complex of Iigand and immobi- 
lized first Iigand receptor. Alternatively lat>eied sec- 
ond Iigand receptor can be combined with the target 
Iigand to form the sample prior to application of the 

40 sample to the porous member so that the binding of 
labeled second Iigand receptor to target Iigand occurs 
prior to the binding of target Iigand to first Iigand 
receptor imnr^obll'ized on the porous memt>er. Alterna- 
tively, the target Iigand, labeled second Iigand recep- 

45 tor and first iigand receptor are combined and the 
complex of first Iigand receptor/target ligand/labeled 
second Iigand receptor binds to a binding agent that 
is either combined with these reagents or is immobi- 
lized on the porous member. An additional fluid con- 

50 taming reagents to effect a separation of free from 
bound labeled reagents may be added to remove 
excess Iigand and excess labeled second Iigand 
receptor, if needed. This device Is designed to provide 
sufficient sensitivity to measure low concentrattons of 

55 target Iigand because one can use large amounts of 
sample and eflicientiy remove the excess of either of 
both target Iigand and labeled second Iigand receptor. 
Indeed, the efficient separation of free from tKXjnd 
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label achieved by the networic of capillary channels of 
this device improves the discrimination of specific 
llgand associated signal over non-specific back- 
ground signal. If needed, a signal developer sohition 
is then added to enable the label of the labeled second 
ligand receptor to develop a detectable signaL The 
signal developed may then be related to the concen- 
tration of the target ligand wtthm the sample. In a pre- 
ferred embodiment, the transfer of fluid between the 
porous first n^ember of the device and the network of 
capillary channels fonned by the contact of the porous 
member and textured surface of the non-abs<»t)enl 
second member of the device is generally self-ini- 
tiated at the point when the total volume of fluid added 
to the device exceeds the vokJ volume of the porous 
member, thus obviating the need for active interaction 
by the user to remove excess fluid from the analyte 
detection zone. The point at which the fluid transfer is 
Initiated is dependent upon the objectives of the 
assay. Normally, it is desirable to contact the sample 
with ail of the zones on the porous member which con- 
tain immobilized receptor so that the applicaton of 
additional fluid effects the separation of unbound label 
from label which has bound to the porous member. 

A competitive ligand receptor assay may be per- 
fomed using the devices of the present invention by 
adding a sample containing the target ligand and 
labeled ligand analogue conjugate to ligand receptor 
Immobaized on the porous member, labeled ligand 
analogue cori|ugate and target ligand compete for the 
binding sites of the ligand receptor. Alternatively, 
ligand receptor may be combined with target ligand 
and lal>eled ligand analogue with subsequent immobi- 
lization of ligand receptor onto the porous member 
through contact with a binding agent An additional 
fluid to separate the free from t>ound label may be 
added to the device, followed if needed by a signal 
development solution to enable detection of the label 
of the labeled ligand analogue conjugate which has 
complexed with ligand receptor immobaized on the 
porous member. The anrKnint of labeled ligand 
analogue conjugate bound tD the porous member is 
related to the concentratk>n of target ligand in the 
sample. The fluid transfer between the porous n>errv 
ber and the network of capillary channels fomned by 
the contact of the porous member and the textured 
surface of the non-absorbent second member is gen- 
erally self-initiated when substantially all the void 
volume of the porous member has been filled with 
fluid. The method of the present invention thereby 
enables the detection of analytes in a manner which 
is simple, rapid, convenient, sensitive and efRcl nt in 
th use f labeled r agents. 

Brief Description of the Drawings 

FIG. 1 is an enlarg d top view of an apparatus for 
perfonmlng an immunoassay in accordance with the 



present invention. 

FIG. 2 is a section view, on an enlarged scale, of 
the apparatus repres nted In FIG. L 

FIG. 3 is an enlarged perspective view of a text- 
5 urad surface with a single set of linear channels. 

FIG. 4 is an enlarged perspective view of a text- 
ured surface composed of two sets of channels with 
equal channel widths. 

FIG. 6 Is an enlarged perspective view of a text- 
10 ured surface composed of two sets of channels with 
dissimilar channel wtdtiis. 

FIG. 6 is an enlarged top view of a device with a 
porous member over a textured surface non-absor- 
bent member. 

iS FIG. 7 Is a section view, on an enlarged scale, of 

the device represented in RG. 6. 

FIG. 8 is an enlarged top view of a device with a 
porous member between a textured surface non- 
at>sort>ent member and an optional member In which 

20 the sample is added to the device via afirst fluid open- 
ing In which the porous member exposed by the first 
fluid opening cannot form a capillary networic with the 
textured surface of the non-absorbent second menv 
ber and an additional fluid opening In whteh the por- 

25 ous member exposed by the additional fluid opening 
forms a netwoik of capillary channels with the text- 
ured surface of the norv^bsorbent member. 

FIG. 9 is a section view, on an enlarged scale, of 
the device represented in FIG. 8. 

30 FIG. 10 Is an enlarged top view of a device witti 

a porous member between a textured surface non- 
absorbent member and an optional member in which 
the sample is added via a first fluid opening such that 
the textured surface exposed by the first fluid op ning 

35 cannot form a capillary network with ttie porous first 
member and an additional fluid opening in which the 
porous member exposed by the additional fluid pen- 
Ing forms a network of capillary channels with the text- 
ured surface of the non-absorbent member. 

40 RG. 11 is a section view, on an enlarged scale, 

of the device represented In FIG. 10. 

Definitions 

45 As used throughout, ttie following terms shall be 

defined: 

Binding Agent a substance which is capable of 
binding by chemical, physical or immunological 
means to the ligand of diagnostic interest or a ligand 
so receptor therefor. 

Porous Member, a member of the device com- 
posed of a porous material used to provide the solid 
phase support for th binding agent 

Void Volume : the volume of space within the por- 
55 ous member that can be occupied by fluid. 

Fluid Retentive Forces: forces which retain fluid 
witiiin tiie void volume of the porous member, e.g. sur- 
face tension. 
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Channel: an pen groove of capitlary dinnenstons 
(generally less than 0.020 of an inch). 

Caplilaiy Channels: enclosed channel of capillary 
dimensions (generally less than 0^0 of an inch). 

Set of Channels: a group of channels Identifiable 
by a set of common characteristics, e.g., alignment 
along a comnrwn device axis. 

Network of Capillary Channels: a pattern of capO- 
lary channels fomed by the contact of the porous 
member and the channels of the textured surface of 
the nonabsorbent member, networks may be con- 
structed from one or more sets of channels. 

Textured Surface: non-absorbent surface cap- 
able of forming a network of capillary channels when 
the porous membrane is positioned atKsve it The text- 
ured surface may be randomly or regularly patterned. 

Textured Surface Non'At)sorbent Member a 
member which does not absorb fluid and contains the 
textured surface on a portion of its surface. Contact 
between the textured surface of the non-absorbent 
member and the porous member forms the network of 
capillary channels. 

Optional Member an additional member which 
when included in the device permits the upper surface 
of the device to be partitk^ned into discrete openings. 

First Ruid Opening: an opening in the optional 
member to permit the introductk>n of the sample into 
the devioe. 

Additfonal Ruld Opening: an additional opening 
in the optional member to permit the introduction of 
additk>nal fluids to the device. 

Sample: the first volume of fluid added to the 
device which may include but is not limited to sped- 
men-derived target ligand. labeled ligand analogue 
conjugate, labeled ligand receptor conjugate, Igand 
receptor, binding agent free/bound label separation 
reagents and/or elements of the signal development 
system. 

Additbnal Fluid: any additional fluid which must 
be added to the device to complete the assay protocol 
including but not limited to specimen-derived target 
ligand, labeled ligand analogue conjugate, labeled 
ligand receptor conjugate, ligand receptor, binding 
agent freeA)ound label separation reagents and/or 
elements of the signal development system. 

The inventive devices herein described may be 
used in a variety of assay formats, including those 
described in U.S. Pat App. Ser. No. 295,560 filed 
January 10, 1989 and which is hereby incorporated by 
reference. In particular, as used in the method claims 
of this application, the definitions of "ligand," *iigand 
receptor," ligand receptor conjugate' and ligand 
analogue" are Incorporated by reference from App. 
Ser. No. 295,560. 

Detailed Description of the Preferred Embodiments 
The device of the present inventbn uses a porous 



member constructed f a porous material such as a 
membrane or filter. Pr ferred for use as porous mem- 
bersar fQtersormembran s which comprise, in part, 
materials which can allow fluid to enter the vokl 
5 volume of the porous material. The void volume of the 
porous matarial is the volume contained within the 
dimensk>nal limits of the material which may b 
occupied by fluki. It also should be noted that th s 
inventive devices may be used with a variety of flukis, 
10 including liquids and gases. 

In a preferred embodiment of the device, substan- 
tially all of the sample Is retained within the confines 
of the porous member prior to fully saturating the vok! 
volume of the porous member. By retaining th 
15 sample added to the device within the porous merrv- 
brane until such time as the void volume of the porous 
memtirane is sut)stantially filled, only a minimum 
volume of sample Is required so as to ensure that the 
entirety of the membrane activated with binding agent 
20 has been exposed to the added sample. This results 
in the most efficient use of added sample for simul- 
taneously conducting a multiplicity of target ligand 
detection reactions upon the membrane. Materials 
which may therefore be used as the porous member 
25 include materials in which there are operative forces 
which retain fluki within the material, Le. fluid retentive 
forces. Particulariy preferred for use as porous mem- 
bers are materials in which the fluid retentive forces 
exerted by the porous memt>er on retained fluid are 
30 such that substantially all the vokl volume of the por- 
ous material is filled prior to substantial fluid transfer 
between the porous member and the network of capil- 
lary channels created by the contact of the porous 
member with the textured surface non-abisorbent 
35 member. Membranes or filters which may be used 
include those constructed of glass fibers and various 
synthetic and natural materials. 

A preferred method for achieving the appropriate 
fluid retentive properties within the porous memt>er is 
40 the selection of a membrane, characterized by a pore 
size, such that the fluki retentive forces exerted by the 
membrane are greater than the external forces active 
on the fluid within the membrane. Examples of such 
external forces are the pressure of fluid above the 
45 memtmne (fluid head pressure), gravitational forces 
on fluid within the membrane, the relative degree to 
which the material may be characterized as 
hydrophHic and the capillary forces associated witii 
external capillaries or networks of capilaries which 
so are in contact with the membrane. Pore sizes for 
membranes such as nylon membranes, preferred for 
use as porous members are in the range of 0.1 to 30 
^m, particulariy preferred for use are n>emt>ranes with 
pore sizes in the range of 0.2 to 5 ^m. When an assay 
55 process does not require the saturation of substan- 
tially all of the void volume of the porous member prior 
to fluid transfer, porous materials exhibiting fluki 
retentive forces that are less than or equal to the 
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external forces active on the fluid wHhin the p rous 
meint>er may b used. Under these circunnstances 
porous memb rs such as membranes with pore siz s 
in the range of 5 to 50 nm are preferred. 

Target ligand is captured upon the porous menrv- 
ber. The capture process may utilize physical entrap- 
ment such as would occur during fillrafion In which the 
target ligand is of a size greater than the pore size 
which characterizes the porous member or may occur 
from the Interaction of an agent, i.e. a binding agent, 
which Is capable of binding to the target ligand or the 
ligand receptor therefor. A binding agent such as a 
ligand receptor may be directly or Indirectly bound to 
the porous member. Allgand receptor, forexample an 
antibody, may be non-diffusively immobilized on the 
porous member. In a preferred embodiment, the por- 
ous member is a membrane such as a nylon menrv 
brane upon which ligand receptor is immobilized, a 
prefen'ed ligand receptor is an antibody. The antibody 
may be from a polyclonal antibody preparation, 
though a preferred antibody is a murine monodonat 
antibody. The methods for preparation and screening 
of suitable such murine monodona! sntit>odies are 
well Icnown to those skilled In the art, see for example. 
Liu, D. Purssell, R. and Levy, J.G., CUnIca! Toxicol- 
ogy, 25, 527-538 (1987). The murine monoclonal 
antibody Is non-difluswely immobilized on the mem- 
brane either by covafent or non-covalent methods, 
such methods also are well Icnown to those sidlled in 
the art, see for example, Pluskal, M.G., Przekop. 
M.B., Kavonian, M.R., Vecoli, D., Hicks, D.A., 
BloTechniques, 4, 272-283 (1986). In a preferred 
embodiment the mixine monoclonal antibody is non- 
covalently tiound to a nylon membrane. In a particu- 
larly prefeaed embodiment, the monodonal antibody 
is noncovalentiy Immobilized in a discrete zone on the 
nylon membrane. Immobilization of a nwnoclonal 
antibody In a discrete zone on the membrane conv 
posing the porous member is particulariy preferred 
since this pemnits the surface of the membrane to be 
partitioned into a multiplicity of such discrete zones of 
immobSized antibody, the different zones containing 
the same or different antibodies. Each discrete anti- 
body zone may be used to complete a discrete 
immunochemical reaction and thereby a number of 
such Imrmjnochemical reactions may be perfonmed 
simultaneously. 

In a preferred embodiment of the present inven- 
tion the binding agent, a ligand receptor, is immobi- 
lb:ed substantially uniformly in a single zone which 
encompasses the entirety of the porous member. In a 
further pref nred embodiment, the ligand receptor is 
immobilized in at least one discrete zon upon the 
porous member so that any such discr te zone 
embodies less than the entirety of the porous mem- 
ber. In a particulariy preferred embodiment, the ligand 
rec ptor is immobilized uniformly within one or nrK>r 
discrete zon s. In a further particulariy preferr d 



embodiment, a multiplicity of ligand receptors are 
immobnized in a multiplicity of discrete z nes, ach 
zone containing at least one ligand receptor. In a 
further particulariy preferred embodiment, the multip- 
5 liclty of discrete zones is at least as great as the nuil- 
tiplicity of target llgands to be determined. When a 
multiplicity of discrete ligand receptor zones are pre- 
sent, the determination of a multlplk:ity of llgands is 
then enabled. 

10 The second element of the present Inventfon is a 
nonabsorfoent construct having a surface texture 
which, when in contact with the porous nieml>er conv 
prises in part a networtc of capillary channels. The sur- 
face texture can be composed of either regular or 
IS Irregular geometric elements disposed In such a man- 
ner to provide channels. Sets of channels are formed 
when a group of channels may be characterized by 
common features such as alignment along a single 
axis. The channels form a network of capillary chan- 
20 nels when the non-absorbent member is in contact 
with the porous member. The network of capillary 
channels may be beneath or around the porous mem- 
brane. The communteation between porous and non- 
absorbent members is such that when the flukJ 
25 volume added to the porous member is greater than 
the void volume of the porous member, fluid Is trans^ 
ferred from the porous member to the networtc of capil- 
lary channels formed by the contact of the porous and 
non-absorbent members. Under some drcumst- 
30 ances. the fluid retentive properties of the porous 
member permit such fluid transfer before the void 
volume of the porous member is substantially satu- 
rated. The porous n^ember may be disposed relative 
to the non-absorbent member such that a network of 
35 capillary channels is fornied where the two members 
are in contact and the adjacent surfaces of the two 
members are generally parallel. The distance 
separating the porous member and the textured sur- 
face of the non-absorbent member is such that the 
40 surface of the porous member adjacent to th text- 
ured surface of the second member completes the for- 
mation of a nehworic of capillary channels between the 
two members. Indeed, in assay protocols in which 
additional fluids are introduced, the ponDus and 
45 nonabsorbent members may not have to be brought 
into intimate contact at all. provided that the vdunw 
of fluid used is sufficient to substantially fill the void 
volume of the porous member and provided that the 
porous and non-absortjent members are disposed a 
so distance relative to one another so that the channels 
of the non-absorbent member are still able to fulfill the 
function of a fluid receiving zone as intended. Prefer- 
red as distances separating the porous member and 
the textured surface of th non-absorbent member 
55 are distances I ss than 0.2 inch. Particulariy pref rred 
as separation distances betwe n the two members 
forming the networtc of capillary channels ar dist- 
ances of less than 0.1 inch. 
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In a preferred embodim nt of the norvabsorbent 
member, the textured surface is comprised of sets of 
channels forming regular g ometric patterns; the 
channels being generally aligned along a single axis 
and adjoining channels t>eing generally parallel (Fig. 
3). Within the prefeaed embodiment of the textured 
surface, fluids are generally caused to flow along the 
channels simnar to the description of such flow as 
descrit>ed In U.S. Patent No. 4,233,029, incorporated 
by reference herein. In a particularly preferred emt>o- 
diment of the second member, the textured surface is 
comprised of a regular geometric pattern in which two 
sets of channels are juxtaposed at an angle upon the 
surface of the member, each set of channels being 
generally aligned along fts respective single aws, with 
adjoining channels along a single axis being generaOy 
parallel. A preferred angle for the Juxtaposition is such 
that the two sets of channels are not coHinear. Particu- 
lariy preferred as an angle for the juxtaposition of the 
two sets of channels is an angle substantially equal to 
a right angle (i.e., 90''). In a preferred emt)odiment of 
a textured surface in which the channels are juxtap- 
osed at a right angle, the channels are of generally the 
same width so that the geometric pattern created by 
the two sets of channels is that of a pattern of squares 
(Fig. 4). In a particularly preferred embodiment of a 
textured surface in which the two sets of channels are 
at right angles to one another, the channels are of 
generally dissimilar widths such that the two sets of 
channels form a pattern that is a pattern of rectangles 
(Rg. 5). The preferential direction of How In the anisot- 
ropic rectangular array is generally first along the axis 
parallel to the axis defined by the wider channels and 
secondarily along the axis parallel to the axis defined 
by the nanrower channels. Our research shows that 
the fluid flow patterns for single plates comprised of 
two sets of channels juxtaposed at right angles to one 
another are similar to the fluid flow patterns described 
for systems composed of two generally parallel plates 
each of which is comprised of a single set of channels 
and with such plates opposed a distance apart so as 
to thereby construct a two-dimensional arrangement 
of channels. The flow patterns of such two-dimen- 
sional arrangements of channels are descrit>ed in the 
aforementioned U.S. Patent No. 4,233.029, Incorpo- 
rated by reference herein. 

The third element of the inventive device is com- 
prised of a non-absorbent optional member. The 
nonabsorbent optional member is placed over the 
upper surface of the porous member. The non-absor- 
bent optional member may have openings through 
which fluids are added to the porous member. The 
openings in the optional memt>er serve to partition the 
upper surfac of the porous memt>er into zones ont 
which fluids may t>e selectively introduced as approp- 
riate to the specific assay protocol. The first fluid 
opening is used to introduce sample onto the porous 
member. If appropriate to the assay protocol, such as 



in a fl w-through type assay, subsequent fluid addi- 
tions such, as a free/bound lat>el separation fluid, may 
b added through the first fluid opening. A second 
fluid opening may be included in the optional member 

5 if required by the assay protocol, such as In an 
immunochromatographic assay, to penmlt the intro- 
duction of additional fluids, such as fluids containing 
elements of the signal development system, onto por- 
tions of the porous member separate from the location 

10 at which sample is introduced. The nonat)sori>ent 
optional member may optionally include a textured 
surface similar in nature to that of the textured surface 
non-absorbent member. The third element in combi- 
nation with the non-absorbent member also may form 

IS a chamber containing the porous member. In cases 
where the sample Is a gas, the gas may t>e injected 
Into the chamber containing the porous member such 
that the sample is passed over and through the por- 
ous member and out of the chamber. 

20 The network of capillary channels fonmed by th 

contact of the porous member and the textured sur- 
face of the textured surface nion-absort)ent member 
serves as the prsnary fluid reservoir of the inventive 
device. Additional fluid reservoir capacify can be pro- 

25 vided by space within the Inventive device enclosed 
by the combination of the textured surface non-absor- 
bent number and the non-at)sort>ent optional mem- 
ber, in a preferred emtxxiimentof the Inventive device 
the additbnal fluid reservoir capacity is provided by 

30 the space enclosed by the textured surface non- 
absorbent member and the non-absorbent optional 
member and where within such an enclosed space 
there is no porous member intervening t>etween th 
two nonabsorbent m6mt>ers. 

35 In a preferred embodiment of the inventive 

device, the device comprises in part a porous member 
and a textured surface non-absorbent member (Fig. 6 
and 7). In a particulariy preferred emt>odiment of the 
inventive device, the device comprises in part a por- 

40 ous member, a textured surface non-absorbent mem- 
ber and a non-absori)ent optional nnember with a first 
fluid opening over the medial portion of the porous 
member. Sample is introduced onto the portion of the 
porous member exposed by the first fluid opening in 

45 the non-absorbent optional member. Once Intro- 
duced, the sample is allowed to spread or wick over 
and Into the porous member and is thereby induced 
to interact with ligand receptor whk:h is non-difftisively 
immobSized upon the porous memtier. The non- 
50 absort>ent memt>er of the inventive device includes a 
textured ^rface comprising sets of channels. The 
sets of channels form a network of capillary channels 
when the non-absort>ent member is brought Into con- 
tact with the porous memt)er. Such contact may be 

55 Initiated before or subsequent to the initial sample 
Introduction step. The network of capillary channels 
formed by the contact f the porous memt>er with the 
non-absort>ent niember provides a fluid receiving 



10 



9NSDOCID' <EO 0A47i5iiA2 I > 



17 



EP 0 447 154 A2 



18 



zone into which fluid may be taransfenred from the por- 
ous member. The network of capillary chann Is for- 
m d between the porous member and the 
non-absorbent member is capable of initiating fluid 
transfer between the porous member and the non- 
absorbent member without the need for application of 
additional external means to induce fluid transfer such 
as pressure or vacuum. 

In afurther particularly prefenred embodiment* the 
device of the present invention comprises in part a 
textured surface non-absorbent member, a porous 
member, and a non-absorl>ent optional member with 
a first fluid opening and an additional fluid opening. 
The first fluid opening Is located at an extremity of the 
porous member. The addftional fluid opening is 
located at>ove the medial portion of the porous mem- 
t>er. Sample Is added to the device through the flrst 
fluid opening and is allowed to spread or wick over 
and into the porous member and is thereby induced 
to interact with ligand receptor whlc^ is non-diffusively 
imnK>bilized upon the porous member. Additional fluid 
as required by the assay protocol Is added to the 
device via the additional fluid opening and then 
spreads over and into the porous member and 
thereby completing the assay. 

In a further preferred embodiment, the device of 
the present Invention comprises in part a textured sur- 
face non-absort)ent member and a porous member 
which, while in contact with the textured surface of the 
non-absorbent member Includes an extremity of the 
porous member which extends beyond the perimeter 
of the textured surface of the non-absorbent member. 
In a further particularly preferred emlxxJiment, the 
device of the prssent invention comprises in part a 
textured surface non-absort>ent member, a non- 
absorbent optional member with a first fluid opening 
and an additional fluid opening, and a porous member 
which, while in contact with the textored surface of the 
non-absorbent member includes an extremity of the 
porous member whtoh extends beyond the perimeter 
of the textured surface of the non-absorbent member 
(rig. 8 and 9). The first fluid opening is located above 
the extremity of the porous member which protrudes 
beyond the perimeter of the textured surface of the 
non-absorbent meml>er. The portion of the porous 
member which protrudes beyond the perimeter of the 
textured surface of the non-absorbent member does 
not participate In the formation of a network of capil- 
lary channels such as is the result of the contact of the 
porous member and textured surface non-absorbent 
members. The first fluid opening is constnjcted so as 
to constrain th sample added through the first fluid 
opening to travers the porous memb rand to remain 
substantially within the confines of the porous mem- 
ber so tong as th combined volumes of sampl plus 
addittonal fluid added do not substentially exceed the 
void volunoe of the porous member. In a particulariy 
pref n-ed embodiment of the d viceth lower surface 



of the porous member which protrudes beyond the 
textured surface is sealed so that fluid is unable to 
pass through that surface. By such constraints upon 
fluid flow in the porous member, sample added to th 
5 first fluki opening is induced to travel wfthin the porous 
member In a sequential manner, initiating at the por- 
ous member below the flrst fluid opening and progres- 
sing to a region of the porous memberdistal to the first 
fluid opening. The additional fluid opening Is located 
10 above the medial portion of the porous memt>er and 
pemiite addittonai fluid to be added to the devtee as 
required by the assay protocol. Additional fluid intro- 
duced through the additional fluid opening Is allowed 
to spread over the porous member such that flow of 
15 such fluids added to the device through the additional 
fluid opening is not constrained to flow sdlely witiiin 
the porous member but may include fluid flow along 
the outer surface of the porous member. In a further 
particulariy preferred embodiment of the device, the 
20 totel fluid receiving capacity of the device is increased 
by the volume associated with the space enclosed by 
the nonabsorbent member and the optional member 
In which the porous member does not intrude. 

In a further embodiment, the device of the present 
25 invention comprises in pari: a porous member and a 
textured surface non-absorbent men\ber witti a por- 
tion of the textured surface which extends beyond the 
perimeter of the porous member. In a prefen-ed embo- 
diment, the device comprises in part a porous menv 
30 ber, a textured surface nonabsorbent memljerwith an 
extremity of the textured surface which extends 
beyond the perimeter of the porous member and an 
optional member with a first fluid introduction opening 
located over the portion of the textured surface of th 
35 non-absorbent member which extends beyond the 
perimeter of the porous member. Sample is added to 
the device through the first flui^ opening in the 
opttonal member and \s allowed to spread over and 
along the textured surface underiying tiie first fluid 
40 opening. The extremis of the textured surface f the 
non-absorbent member is not overlaid by the porous 
member so that virfien ttie porous member and text- 
ured surface of the nonabsorbent members are 
brought into contact thereby fomning a network of 
4S capillary channels in the regk>n in which the two menr>- 
bers overiap, the extremity of the textured surface 
does not become part of such a networtc. The sample 
added traverses the extremity of the textured surface 
of the non-absorbent member originating at the first 
so fluid opening and progressing to the region of the n t- 
work of capillary channels where the non-absort)ent 
member is contiguous with the porous first member. 
Initiating at the juncture wh re ttie t xturedsurfac of 
thenonabsorb nt member conjointly fomns an tworic 
55 of capillary channels due to contact with the porous 
member, sample flow either along the networic of 
capillaiy channels or tinrough the porous member is 
affect dbyth r lativ strengths of the fluid retentive 
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forces exerted upon by the sampi by the netwoik of 
caplllaiy channels and by th porous member. With 
an aqueous sample for example, If the porous menv 
ber is relatively more fluid retentive tha n is the networic 
of capillary channels then sample will prefer to flow 
within the porous member; conversely, if the porous 
member is relatively less fluid retentive than the net- 
work of capOlary channels sample flow will occur prim- 
arily within the networic of capillary channels. Given 
that the fluid retentive forces favor the retention of 
sample within the porous membo-, subsequent to 
sample flow within the networic of capillary c:hannels. 
sample initially contained within the networic of capH- 
lary channels is spontaneously transferred from the 
network of capillary channels to the porous member. 
The volume of such sample transfer from the networic 
of capillary channels to the porous member js limited 
by the void volume of the porous member. 

In a further preferred emtx>diment the device 
comprises in part a porous member, a textured sur- 
face non-absorbent member with an extremity of the 
textured surfiace which extends beyond the perimeter 
of the porous memt>er and an optional member with 
a first fluid Introduction opening located over the por- 
tion of the textured surface of the non-absQrt>ent 
member which extends beyond the perimeter of the 
porous memt>er, and an additional fluid opening 
located over the medial portion of the porous member 
(Fig. 10 and 11). Sample is introduced to the device 
thrcHjgh the first fluid opening onto the portion of the 
textured surface which extends beyond the limits of 
the porous member. Sample then travels along the 
channels of the textured surface until reaching the 
portion of the textured surface which due to contact 
between the textured surface and the porous member 
forms the network of c^apillary channels. Sample then 
flows within the network of capillary channels or within 
the porous memt>er according to the relative strengths 
of the fluid retentive forces of the respective device 
components and given that the fluid retentive torches 
favor transfer of sample to the porous member, 
sample initially contained within the network of cap3- 
lary <:hannels is spontaneously transferred from the 
network of capillary channels to the porous member. 
Additional fluid, if required by the assay protocol, is 
introduced to the device through the additional fluid 
opening and when the total volume of fluid added to 
the device substantially exceeds the void volume of 
the porous member, fluid transfer is spontaneously 
initiated such that the fluid in excess of the void 
volume of the porous memberis transfen'ed to the net* 
wc^of capillary channels, in afurtherparb'culariy pre- 
ferred embodiment of the device, the total fluid 
receiving capacity of the device is increased over that 
of the networic of capOlary channels by the volume 
asscx:tated with the space enclosed by the non-absor- 
bent member and the ptional member in which the 
porcHis member does not intrude. 



Inth m thodofth present invention the sample 
isth flrst fluid added to the inventiv device. Depend- 
ing on the construction of the assay method, the 
sample is comprised in part of some or all of the fbl- 
5 lowing, ligand receptor, binding agent, specimen-de- 
rived target ligand, labeled ligand analogy 
conjugate, labeled ligand receptor (x>njugate, 
free/bound label separation reagents and/or elements 
of the signal development system. Additional fluids 
10 added to the device may contain the remaining rea- 
gents necessary to complete the assay procedure. 
Additional fluid reagents depending on the protocol of 
the assay methcxi may in<:lude but are not limited to 
ligand receptor, specimen-derived target ligand, 
IS labeled ligand analogue conjugate, labeled ligand 
receptor conjugate, ligand receptor, binding agent, 
firee/bound separation reagents and/or elements of 
the signal development system. Depending on the 
structure of the assay protocol several additional fluid 
20 reagents may be needed to complete the assay pro- 
cedure with the composition of successive additional 
fluid reagents varied as appropriate to the assay pro- 
tocol. For example in a cximpetith^e ligand-receptor 
assay the sample is comprised in part of specimen- 
25 derived target ligand and labeled ligand analogue 
conjugate. Alternatively, in a displacement competi- 
tive ligand receptor assay in which the porous mem- 
ber contains immobilized ligand receptor already 
complexed with ligand analogue conjugate, the 
30 sample Is comprised In part of specimen-derived 
target ligand; whereas in a sequential displacement 
competitive ligand-receptor assay the sample may be 
comprised in part of ligand analogue conjugate and 
specimen-derived target ligand may be added to the 
35 device not as sample but as an additional fluid. 

In a sequential non-competitive assay method for 
example, the sample is <x>mprised in part of speci- 
men-derived target ligand. Additional fluid may be 
comprised in part of labeled ligand receptor conju- 
40 gate. Further additional fluids may be either sepa- 
rately or in combination comprised in part of 
free/tx>und label separation reagents and elements of 
the signal development system. If the assay is a sim- 
ultaneous non-competitive method, then the sample 
45 may t>e comprised in part of specimen-derived target 
ligand and labeled ligand rec:eptor conjugate. Alterna- 
tively the sample may be a combination of specimen- 
derived terget ligand. first ligand receptor, and labeled 
second ligand receptor cx)njugate. A binding agent 
so may be included to promote immobilization of target 
ligand or first ligand receptor and theor compi xes on 
the porous member. Here too, further additional fluids 
required by the assay method may t>e <x>mprised of 
for example free/ bound label separaticm reagents 
55 and/or elements of the signal development system. 

In a further prefenred emt>odiment of the inventive 
device, a competitive ligandH'ec:eptor methcxj of the 
present invention (XMnprises adding sample to the 
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porous member through a first fluid opening located 
over Ih medial portion of the porous m mber. The 
sample containing specimen-derived target ligand 
and labeled ligand analogue is allowed to spread over 
and into the exposed surface of the porous member 
and is thereby induced to interact with the ligand 
receptor non-dlffusively tmrnobilized upon the porous 
member. In a preferred embodiment of the inventive 
device, the ligand receptor is Immobilized substan- 
tially uniformly in a single zone encompassing the 
entirety of the porous member. In a particularly prefer- 
red embodiment, the ligand receptor is immobilized in 
at least one discrete zone upon the porous member. 
In a further particularly preferred emljodiment, a mul- 
tiplicity of ligand receptors are immobilized in a mul- 
tiplicity of discrete zones each zone containing at 
least one ligand receptor. In a further particulariy pre- 
ferred embodiment the multiplicity of the discrete 
zones of ligand receptors Is at least as great as the 
multiplicity of discretion ligands to be detenmined. A 
competition is permitted to occur between target 
ligand and labeled ligand analogue conjugate for the 
limited binding sites of the immobilized ligand recep- 
tor. When the total volume of fluid added to the device 
is at least sufTicient to substantially fill the void volume 
of the porous member the fluid in excess of that 
amount is spontaneously transferred between the 
porous member and the networic of capillary channels 
created by the contact of the porous member with the 
textured surface of the non-absort)ent member. The 
transfer of fluid between the porous and non-absor- 
bent members facilitates the separation of the labeled 
ligand analogue conjugate which has complexed with 
the ligand receptor immobilized on the porous mem- 
ber from the labeled ligand analogue conjugate which 
did not complex with the ligand receptor immobilized 
on the porous member. The results of the assay are 
then judged by the determination of the presence or 
absence of labeled ligand analogue conjugate within 
an immobilized Figand receptor zone. When a multip- 
licity of such discrete ligand receptor zones are pre- 
sent, one can use the devices to simultaneously 
detect or quantify more than one target ligand of inter- 
est In a further preferred embodiment, if required by 
the assay protocol, additional fluid which may be com- 
prised in part of either or both of free/bound sepa- 
ration solution or elenrwnts of the signal development 
system is added to the device through a fluid opening. 

In another preferred embodiment of the inventive 
device, the assay method of the present invention 
may t>e accomplished as a sequential displacement 
competitiv ligand-receptor protocol. A ample com- 
prised in part f a labeled ligand analogue conjugate 
Is added through the first fluid opening and allow d t 
Interactwith the ligand r ceptor immoblliz d upon the 
porous member. An additional fluid comprised in part 
of specimen-derived target ligand is added to th 
d vice through an additional fluid opening and 



allowed to displac labeled ligand analogu conju- 
gate which has complexed to the ligand r ceptor 
immobOiz d upon the porous m mtier. When the total 
volume of fluid added to the device Is at least sufficient 
5 to substantially fill the void volume of the porous menv 
berttie fluid In excess of that amount Is spontaneously 
transfen-ed between the porous member and the net- 
work of capillary channels created by the contact of 
the porous member with the textured surface of the 
10 norvabsorbent member. The assay results are then 
detamUned by Ridging the amount of labeled ligand 
analogue conjugate within a ligand receptor zon 
which has not been displaced by specimen-derived 
target ligand. When a multiplicity of such disciete 
IS ligand receptor zones are present. It is possible to 
detect or quantify one or more target ligands. 

In a further emt)odiment of the present invention, 
an immunochromatographic method of the present 
invention comprises adding a sample to the inventive 
20 device via the first fluid opening where such opening 
is located above an extremity of the porous memljer. 
The extremity of the porous member is located such 
that ft extends beyond the perimeter of the textured 
surface of the non-absorbent member of the inventive 
25 device. The sample is comprised in part of spednrwn- 
derlved target ligand and labeled ligand analogue 
conjugate which undengo a competition for the limited 
number of binding sites associated with ligand recep- 
tor immobilized on the porous member. In a particu- 
30 larly preferred embodiment of the method, the lower 
surface of the porous member which extends beyond 
the textured surface is sealed so that sample is unabl 
to pass through that surface. The sample traverses 
the porous member confined substantially within th 
35 porous structure, originating at a zone proximal to the 
point of initial sample introduction and progressing to 
a region of the porous member distal to the point of 
sample introduction. Labeled ligand analogue conju- 
gate and specimen derived ligand within the sample 
40 compete for ligand receptor non-diffusively Immobi- 
lized upon the porous member during traversal of the 
porous member. In a preferred emtKidiment of the 
invention, the ligand receptor is immobilized substan- 
tially uniformly throughout the entirety of the first 
45 member. In a particulariy preferred embodim nt. the 
ligand receptor is immobilized uniformly within on or 
more discrete zones along the path of sample fraver- 
sal. In a further particularly preferred embodim nt a 
multiplicity of ligand receptors are Immobilized in a 
so multiplicity of discrete zones each zone containing at 
least one ligand receptor. In a furtfier particulariy pre- 
ferred mbodiment, the multiplicity of th discrete 
zones of ligand receptore Is at least as gr at as th 
multiplicity of discr t ligands to be determined. Con- 
55 sequent to traversal of the porous memt>er by the 
sample, a volume of free/bound label s paration sol- 
ution is added to th m dial portion of the porous 
member via an additional fluid opening to effect the 
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separation of unbound labeled l^and analogue con- 
jugat from label d T^and analogue conjugate bound 
t th iigand r ceptor immobilized on the porous 
member. The portion of the porous member beneath 
the additional fluid opening Is also in contact with the 
textured surface of the non-absort>ent member and 
thereby forms a network of capillary channels. When 
a sufficient volume of fluid has been introduced into 
the device, transfer of fluid is spontaneously initiated 
between the porous member and the network of capil- 
lary channels. In a preferred emt>odimentof the inven* 
tive device in which the Iigand receptor is uniformly 
imrTK>bflized throughout the entirety of the porous 
memt>er the results of the assay are judged by a deter- 
mination of the presence or absence of labeled Iigand 
analogue conjugate which has become immobflized 
by binding to Iigand receptor onnnK)bilized on the por- 
ous memt>er. In a further preferred embodiment in 
which the Iigand receptor is bound uniformly through- 
out the entirety of the porous memt>er, the amount of 
Iigand present in the specimen is related to the length 
of the porous membrane complexed with labeled 
Iigand analogue conjugate. In a particutariy preferred 
emt>odiment of the inventive device in which the 
Iigand receptor Is immobilb^ed within a multiplicity of 
discrete zones, the amount of Iigand within the speci- 
men is related to the number of discrete zones within 
which labeled Iigand analogue conjugate is det^^, 
such zones lying along the path traversed by the fluid 
sample. The amount of Iigand contained within the 
sample can therefore be related either to the total 
linear distance complexed with labeled Iigand 
analogue conjugate along a chord connecting the reg- 
ions proximal to the sample introduction with the reg- 
ion distal to this position when Iigand receptor is 
immobilized substantially unrfonnly throughout the 
porous member or may be related to the number of 
discrete zones within which labeled Iigand analogue 
complexed with Iigand receptor is detected, when 
Iigand receptor is immobilized in a number of such dis- 
crete Iigand receptor zones. In an embodiment in 
which a multiplicity of Iigand receptors are immobt- 
iized within a multiplicity of discrete receptor zones, a 
multiplicity of target ligands may be detected by deter- 
mination of the presence or absence of signal within 
particular Iigand specific receptor zones. 

In a further emt>odiment of the present invention, 
a competitive ligand-receptor method of the present 
Invention comprises adding a sample to the porous 
member of the device through the first fluid opening, 
where such a sample is comprised In part of Iigand 
receptor, specinr^n- derived target Iigand and labeled 
Iigand analogue conjugate. Prior to addition of the 
sample to the device the spectmen-deriv d target 
Iigand and labeled Iigand analogue conjugate have 
competed for a limited number of binding sites on the 
Iigand receptor contained within the sample. The 
sample which is added to the device spr ads or wicks 



over and through the porous m mber. Target Iigand 
and labeled Iigand analogue conjugate which have 
not t>ound to the Iigand receptor within th sample are 
able to bind with Iigand receptor immobaized upon th 

5 porous member. In a preferred emt>odiment of the 
invention the Iigand receptor is immobSized substan- 
tially uniformly throughout the entirety of the porous 
member. In a particulariy preferred embodiment, th 
Iigand receptor is immobilized unrfonnly within one or 

10 more discrete zones upon the porous member. In a 
further particulariy preferred embodiment, a multip- 
licity of Iigand receptors are ^mobOlzed In a multip- 
licity of discrete zones each zone containing at least 
one Iigand receptor, in a further particularly preferred 

15 emt>odiment, the multiplicity of the discrete zon s of 
Iigand receptors is at least as great as the multiplidty 
of discrete zones to be detennlned. Consequent to 
incubation of the porous member with the sample, a 
volume of free/bound label separation solution Is 

20 added to the porous member via a fluid opening to 
effect the separation of labeled Iigand analogue con- 
jugate which has bound to Iigand receptor immobi- 
lized upon the porous member from labeled Iigand 
analogue conjugate which has not t>ound to iigand 

25 receptor immobilized on the porous member. Transfer 
of fluid from the porous member to the network of 
capillary channels is initiated when the total volume of 
fluid added to the porous memt>er substantially fills 
the void volume of the porous memt^er. In a praf rred 

30 emt>odiment of the inventive device In which th 
Iigand receptor is uniformly immobilized throughout 
the entirety of the porous member, the assay results 
are then determined by inspection of the pcmus mem- 
ber for the presence or absence of tat>eled Iigand 

35 analogue conjugate which has become complexed 
with immobilized Iigand receptor upon the porous 
memk^er. In a particulariy preferred embodiment of the 
inventive device in which a multiplicity of iigand recep- 
tors are immobilized within a multiplicity of discrete 

40 zones, a determination is made of which discrete 
zones have immobilized lat>eled Iigand analogue. 

In a further preferred embodiment, a non-com- 
petitive method of the present invention comprises 
adding a sample to the porous member of the device 

45 through the first fluid opening where such a sample is 
comprised in part of specimen-derived target Iigand. 
The sample is allowed to spread over and into the por- 
ous member exposed by the first fluid opening and 
then into the porous member. Target Iigand contained 

50 in the sample binds to first Iigand receptor immobi- 
lized upon the porous member. In a preferred emtx>- 
diment the first Iigand receptor is imnnobiized 
substantially uniformly throughout the entirety of the 
porous member. In a particulariy preferred mt>odH 

55 m nt,thefirstligandreceptoris immobilized in at I ast 
ne discrete zone upon the first member. In a further 
particularly preferred emt>odiment a multiplicity of first 
Iigand receptors are immobilized in a multiplicity of 
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discrete zones each zone containing at least one 
llgand receptor In a furth r particularly pref rred 
embodiment, the multiplicity of the discrete zones is 
at least as great as the multiplicity of target ligands to 
be detenmined. After aUowing the target ligand to bind 
to the immobilized first llgand receptor, additional fluid 
containing labeled second receptor conjugate is 
added to the device through the additional fluid open- 
ing. The labeled second receptor conjugate binds to 
' target ligand which has become immobilized upon the 
porous member by complexation with Inrunoblllzed 
first llgand receptor. Labeled second receptor conju- 
gate which has not bound to target ligand inrunoblllzed 
on the porous member is removed by adding 
free/bound label separation solution to the device 
through the additional fluid opening. Fluid transfer 
occurs between the porous member and the network 
of capOlary channels fomied by the contact of the por- 
ous member with the textured surface of the non- 
absorbent member and sen/es to separate porous 
member txHind second receptor conjugate from 
unbound second receptor conjugate, ff necessary, 
additional fluid containing elements of the signal 
development system is added to the device to enable 
the detection of signal from the label of the bound 
labeled second receptor conjugate. 

In a further preferred a non-oompetltlve method of 
the inventive device in which sample comprises In 
part target ligand that may be derived finom cellular 
material or maybe adsorbed to particulate binding 
agents, ligand detection is accomplished by physical 
entrapment of particulates (e.g. latex particles), by the 
porous member. The method comprises adding a 
sample to the porous member of the device through 
a first fluid opening. The sample Is allowed to spread 
over the surface of the porous member exposed by 
the first fluid opening and then into the porous menv 
ber. Target analyte contained within the sample is 
physically retained by entraprrtent upon the surface 
and within the pores of the porous member. Following 
the physical inwnobilization of target ligand upon the 
porous memt>er, additional fluid containing labeled 
receptor conjugate is added to the device through the 
additional fluid opening. The labeled receptor conju- 
gate binds to target ligands captured by the porous 
meml)er. Labeled receptor conjugate which has not 
tKHind to target ligand immobilized on the porous 
member Is removed by adding free/lx>und label sepa- 
ration solution to the device through the additional 
fluid opening. Fluid transfer between the porous mem- 
ber and the networic of capillary channels formed by 
the contact of the porous member and th textured 
surface of then n-absorb ntm mb r senses to sepa- 
rate l>ound labeled receptor conjugal from unfcKJund 
receptor conjugate. If nec ssary, an additional fluid 
containing elements of th signal d vel pment sys- 
t m is added to the d vice to enable d taction of the 
signal from the lab I of the porous m mber immobi- 



lized labeled receptor conjugate. 

The invention has been d scrib d in detail with 
particular reference to the above mt>odiments. It will 
be understood, however, that variations and modifi- 
5 cations can be effected within the spirit and scope of 
the invention. 

Example 1 

10 Preparation of 

Estrone-3-Glucuron-(2-Amlno-A-Thk>lbutanolc Acid 

Thidactonel-Amide [E3G-HCTL1 

77 mg (1.7 X 1(H mol) of estrone-3-glucuronide 

IS {E3G). 29 mg (1 .9 X 1 CH nrwl) of homocysteine thidac- 
tone hydn>chloride, and 0.015 ml (1.9 x 1(H md) of 
pyridine were dissolved in 0.47 mL of dinoethylfor- 
mamide. This mixture was added to a solution con- 
taining 30 mg (1.9 x 10-* mol) 

20 dicyclohexylcarbodiimide in 0.23 mL of dimethylfbr- 
mamide. The flask was purged with argon, sealed and 
stirred at 25''C for three hours. The insoluble precipe 
tate was filtered and the solvent removed in vacuo. 
The residue was resuspended In 0.4 mL of an 

25 ethanol/water (15:12 v/v) solution and the Insoluble 
precipitates removed by filtration. 

The crude reaction mixture was then dissolved in 
0.5 mL of an ethanol/water (15:12 v/v) solution and 
applied to a CI 8 HPLC column (1 cm x 25 cm) equifi- 

30 brated with a 1 :9 mixture metiianol/water using a flow 
rate of 2.0 mL/min. The compound was eluted with a 
gradient ramping from a 1:9 mbdure f 
methanol/water to a 1 :1 mixture of methanol/ water in 
eight minutes, and was then ramped to a solution of 

36 1 00% methanol in an additional 20 minutes. E3G- 
HCTL eluted between 25 and 27 minutes. The frac- 
tions containing product were combined and the 
solvents were removed In vacuo . 63 mg of E3G-HCTL 
were recovered. 

40 

Preparation of Morphine-Bovine Serum Albumin 

Conjugate 

Seventy-five ^1 of a solution containing 20 mg of 
45 SMCC (Pierce) in 1 mL of acetonltrile was added to 
1.9 ml of 20 mg/mL bovine serum albumin in 0.1 M 
potassium borate. 0.1 M potassium phosphate, 0.15 
M sodium chloride, pH 7.5. The solution was stirred 
for one hour at 25**C, then the protein was separated 
so from the unreacted reagent by gel filtration 
chromatography on a column containing GH 25 (Ami- 
con Corporation) equilibrated in 0.1 M potassium 
phosphat , 0.02 M potassium borate, 0.15 M sodium 
chloride. pH 7.0. The prot in fraction was collected. A 
55 volume of 1 .05 mL of 0.1 2 M potassium hydroxide, 0.6 
mMEDTAin30% ttianolwasadd d to 100 nL of 210 
mM E3G-HCTL in methanol. After five minutes, 1.1 
mL of th solution was added to 9.2 mL of the bovine 
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serum albumin derivatiz d with SMCC (6.5 mg/mL). 
The solution was stirred for two hours at 25°C, then 
dialyzed against two changes of one liter of 1 0 mM (2- 
(NHtiorpholino)) ^hane sulfonic acid, pH 5.0. 

5 

Preparation of E3G-Colloidal Gdd Conjugate 

Colloidal gold with an average diameter of 45 nm 
was prepared according to the method of Frens, Nat- 
ure. Physical Sciences 241, 20 (1 973). E3G-colloidal 10 
gold conjugate was prepared by adding 5.6 mL of 0.1 
M (2-(N-morphonno) ethane sulfonic acid (MES), pH 
5.8, dropwise to 50 ml of colloidal gold with rapid stir- 
ring. E3G-6SA conjugate (3 mg/mL in 10 mM MES, 
0.02% sodium azide, pH 5.8} was added in a bolus to f 5 
the colloidal gold while stirring rapidly. After complete 
mixing the stim'ng was stopped and the solution incu- 
bated for 30 minutes at room temperature. The addi> 
tion of 1 mL of BSA (3 mg/mL in 10 mM MES, 0.02% 
sodium azide, pH 5.8) with mixing and a five-minute 20 
Incubation followed. Polyethylene glycol (average 
molecular weight = 20,000) was added in a 1% solu- 
tion (0.59 mL) and mixed. The colloidal gold was sub- 
jected to centrifugation at 27.000 g for 12 minutes at 
4^C to pellet it The supernatant was removed and the 25 
pellet was washed twice with 35 mL of 10 mM potas- 
sium phosphate, 0.01% polyethylene glycol, 0.02% 
sodium azide, pH 7.0, by resuspendlng it and subject- 
ing it to centrifugatjon as described. After the final cen- 
trifugation, the pellet was resuspended in 0.5 mL of 30 
the buffer and stored at 4**C. 

Construction of Device and Demonstration of 
Free/Bound Conjugate Separation 

35 

A nyion membrane (Pall Immunodyne 0.65 \m) 
was laminated to the underside of an 0.020 inch 
styrene sheet with a small 0.10" X 1.1" rectangular 
first fluid opening die-cut into the center. A monoc- 
lonal antitx>dy against E3G was covalently bound to 40 
the activated nylon membrane as a series of three 0.6 
^L spots equally spaced within the first fluid opening 
using the following protein coupling procedure; 1 M 
PO4. 100 mg/mL tetrazole, 50 mM borate, 150 mM 
NaCI. 1.5 mg/mL antibody, pH 7.4. The membrane 4S 
was blocked with a solution of 1% w/v casein, and 
dried overnight in a desiccator. After drying, the lami- 
nate assembly was placed on an injection molded part 
of a styrene copolymer, which included a series of lon- 
gitudinal 90^ degree V-shaped channels that were so 
0.014 inches wide and 0.007 inches deep. The lami- 
nate was then ultrasonically spot welded to the injec- 
tion molded part 

A 60 ^L sample of E3G colloidal gold conjugate 
which was not bound to anti-E3G antit>ody was added 55 
to the membrane exposed in the center of the flrst fluid 
opening and allowed to absorb into the membrane. A 
60 hL aliquot of E3G colloidal gold conjugat which 



had been 100% bound with anti-ESG antibody was 
added to the center of the first fluid opening in another 
device. In both devices, after the conjugate has been 
absorbed, 100 ^L of an aqueous wash solution con- 
taining 0.05% Lubrol as a surfactant was added to the 
membrane exposed in the center of the first fluid 
opening and allowed to flow through the membrane. 
Immediately after the washing step, the membrane of 
the first device, to which had been applied E3G col- 
loidal gold conjugate unt>ound by anfa'-E3G antibody, 
formed a series of three distinct red spots with remain- 
der of the membrane returning to white. In the case of 
the membrane of the second device, which had 
utilized 1 00% t)Ound E3G colloidal gold conjugate, the 
entire membrane returned to white. This demonstrat- 
ed that a ligand analogue conjugate was t>ound speci- 
fically by imnnobiltzed ligand receptor in a porous 
member and that the network of capillary channels 
formed between the porous member and the textured 
surface non-absorbent member functioned to efft- 
cientiy wash away any unbound reagents from the 
porous member. 

Example 2 

Preparation of Morphine-Alkaline Phosphatase 
Conjugate 

Three mg (6.9 x 1 0-« mol) of sutfo-SMCC (Pierce) 
was added to 2.2 mL of 4.9 mg/mL alkafine phosphat- 
ase in 0.1 M potassium phosphate, 0.02 M potassium 
borate, 0.15 M sodium chloride, pH 7.5. The protein 
solutk>n was stirred for one hour at 25''C, then prot in 
was separated from unreacted sutfo-SMCC by gel fil- 
tration chromatography on a column containing 40 tvL 
of GH 25 (Amicon Corporation) equilibrated in 0.1 M 
potassium phosphate, 0.02 M potassium borate, 0.15 
M sodium (blonde. pH 7.0. The protein fraction eluting 
from the column was collected. E3G-HCTL was hyd- 
rolyzed by adding 20 nL of 0.12 M potassium carbo- 
nate, 0.6 mM EDTA in 40% methanol to 13 »iL of 48.5 
mM E3G-HCTL in methanol. The sdutkin stood at 
25^C for ten minutes, then 30 pL of the solution was 
added to 250 pL of the alkaline phosphatase deri- 
vatized with sulfo-SMCC (3.6 mg/mL) in 0.1 M potas- 
sium phosphate, 0.02 M potassium borate, 0.15 M 
sodium chloride, 0.4 mM magnesium chloride. pH 7.0. 
The solution was adjusted to pH 7.0 with 1 N HQ and 
then stirred for 30 minutes at 25*C- The protein was 
separated from the unreacted reagents by gel fll- 
tration chromatography as descrit>ed above. The pro- 
tein fraction was collected and tiie conjugate was 
diluted for use in assays into a solution containing 1% 
bovine serum albumin. 1 mM magnesium chloride, 
0.1 mM zinc chloride, 0.1% sodium azkie. and 10 mM 
3-(4-morpholino) propane sulfonic ackl, pH 7.0. 
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Construction of Device-and Creation of Network erf 
CapiUary Channels Subsequent to Addition of 
Sample 

A nylon membrane (Pall Imniunodyne 0.65 pm) 
was laminated to the underside of a 0.020 inch 
styiene sheet with a small 0.10" X 1.1" rectangular 
fust fluid opening die-cut In the center. A nrK)nodonaI 
antibody against E36 was covalentiy bound to the 
activated nylon membrane as a series of three 0.6 |iL 
spots equally spaced in the first fluid opening follow- 
ing the protein coupling procedure: 1 M P04, 100 
mg/mL tetrazole, 50 mM borate. 150 mM NaCI. 1.5 
mg/mL antibody, pH 7.4; and then blocked with a sd- 
ution of 1% wA^ casein, and dried overnight in a desic- 
cator. After drying, the laminate assembly was 
positioned such that the underside of the memlmne 
was suspended in air. A 60 \iL aliquot of a conjugate 
of E3G and alkaline phosphatase which was unbound 
by anti-E3G antibody was added to the membrane 
exposed In the center of the first fluid opening and 
aflowed to be absorbed into the membrane. In another 
membrane laminate, 60 ^L of an E3Galkaline phos- 
phatase conjugate which had been 100% bound with 
anti-E3G antibody was added to the center of the first 
fluid opening. 

The laminates were then indh^ldually nnounted on 
a photo-etched magnesium alloy plate. The plate con- 
tained a series of longitudinal 90* U-shaped channels 
that were 0.014 inches wide and 0.007 inches deep. 
Perpendicular to the longitudinal channels were a 
series of 127'' U-shaped channels that were 0.028 
Inches wide and 0,007 inches deep. A 1 00 ^L aliquot 
of an aqueous wash solution containing 0.05% lubrol 
as a surfactant was then added to the membrane exp- 
osed in the center of the first fluid opening and allowed 
to flow through the membrane. This was then followed 
by an addition of 60 of solution containing 10 mM 
indoxyl phosphate, a substrate for alkaline phosphat- 
ase capable of producing a visible color. After two 
minutes, the membrane of the first device, which had 
utilized an E3G-alkaline phosphatase conjugate 
which had been unbound by anti-E3G antibody, for- 
med a pattern of three distinct blue spots; whereas the 
exposed membrane of the second membrane, which 
had utilced an ESG-alkaline phosphatase conjugate 
completely prebound to anti-E3G antibody, remained 
white. This demonstrated that the network of capillary 
channels resulting from the contact of the porous and 
textured surface non-absorbent members can be for- 
med following the initial additk>n of the sample to the 
porous memb r. 



Example 3 

Preparation f 3-0-r2-(2-Amino-4 -Thiolbutanoic 
Acid Thlolactone)-Acetam]de]-Morphlne 
5 Hydrochlonde (Morphine-HCTL) 

Homocysteine thiolactone hydrochloride (120 
mg. 7.8 x 10-* mol). 62 mg (7.8 x 10-* mol) pyridine, 
and 296 mg (7.8 x 10^ md) 3-0-carboxymethylnrK)r- 

10 phine hydrochloride were dissolved in 5 ml dinriethyl- 
formamlde. Addition of 1 ml of a dimethylfonnfiamkle 
solution containing 177 mg (8.6 x 10^ md) dicyo- 
lohexylcarbodiimide followed. The flask was purged 
with argon and the solutton stirred at 25*'C for three 

15 hours. The solvent was evaporated under vacuum 
and 20 ml water was added to the reskJue. The solu- 
tion was stirred for five minutes then the insoluble 
dicydohexyl urea was filtered. The filtrate was 
washed with 10 ml methylene chloride. The pH of the 

20 aqueous layer was adjusted to 7 with an aqueous sol- 
ution of saturated potassium carbonate. The aqueous 
solution was extracted six times with 10 ml methylen 
chloride. The combined organic extracts were dri d 
with 2 g magnesium sulfate, filtered, and the solvent 

25 removed under vacuum. Ethanol (20 ml) was added 
to the residue and evaporated under vacuum to 
remove the pyridine. Etiiyl acetate (1 0 ml) was add d 
and Insoluble precipitates were filtered. Ethereal hyd- 
rochloric acid (1 M) was added to the solution while 

30 stimng until the pH was red to litmus. The white solid 
was filtered and washed with ethyl acetate. The pro- 
duct was dried under vacuum and the yield was 316 
mg. 

35 Preparation of Morphine-Bovine Serum Albumin 
Conjugate 

Seventy-five ^1 of a solution containing 20 mg of 
SMCC (Pierce) in 1 ml of acetonitrile was added to 1 .9 

40 ml of 20 mg/ml bovine serum albumin in 0.1 M potas- 
sium borate, 0.1 M potassium phosphate, 0.15 M 
sodium chloride, pH 7-5. The solution was stirred for 
one hour at 25°C. then ttie protein was separated from 
the unreacted reagent by gel filtration 

45 chromatography on a column containing GH 25 (Ami- 
con Corporation) equOibrated in 0.1 M potassium 
phosphate, 0.02 M potassium borate. 0.15 M sodium 
chloride, pH 7.0. The protein fraction was collected. A 
volume of 0.42 ml of 0.12 M potassium carbonate, 0.6 

so mM EDTA in 40% methanol was added to 4 nng mor- 
phine-HCTL. After ten minutes, 140 ^l of the solution 
wasaddedtoB.2mlofth bovine serum albumin d ri- 
vatized with SMCC (4.6 mg/ml). Th solution was stir- 
red for two hours at 25**^ then dialyzed In two liters 

55 f 1 0 mM (2-(N-morpholino)) ethan sulfonic acid, pH 
5.0. The dialysis buffer was changed hwice before col- 
lecting the morphine-BSA conjugate. 
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Preparati n of Morphine-Colloidal Gold Conjugate 

Colloidat gold with an av rage diameter of 45 nm 
was prepared according to the method of Frens. Nat- 
ure, Physical Sciences, 241, 20 (1973), Morphine-col- 
loidal gold conjugate was prepared by adding 5.6 ml 
of 0.1 M {2-(N-morpholino) ethane sulfonic acid 
(MES). pH 5.8, dropwise to 50 ml of colloidal gold with 
rapid stirring. Morphine-BSA conjugate (3 mg/mi in 10 
mM MES, 0.02% sodium azide, pH 5.8) was added in 
a tx>lus to the colloidal gold while stining rapidly. After 
complete mixing the stirring was stopped and the sol- 
ution Incubated for 30 minutes at room temperature. 
The addition of 1 ml of BSA (3 mg/ml in 10 mM MES, 
0.02% sodium azide, pH 5.8) with mixing and a five- 
minute incut>ation followed. Polyethylene glycol 
(average molecular weight = 20,000) was added in a 
1% solution (0.59 ml) and mixed. The colloidal gold 
was subjected to centrifugation at 27,000 g for 12 
minutes at 4''C to pellet it. The supernatant was 
removed and the pellet was washed twice with 35 ml 
of 10 mM potassium phosphate, 0.01% polyethylene 
glycol, 0.02% sodium azide, pH 7.0. by resuspending 
it and subjecting it to centrifugation as described. After 
the final centrifugation, the pellet was resuspended in 
0.5 ml of the buffer and stored at 4*>C. 

Constniction of Immunochromatographic Device 
and Demonstration of immunochromatographic 
Effect 

A nylon membrane (Pail Biodyne C 5.0 nm) was 
laminated to the underside of a 0.020 inch styrene 
sheet which was die-cut with a small 0.10 inch X 1.10 
inch additional fluid opening and a 0.10 inch X 0.10 
inch first fluid opening. A monoclonal antibody against 
morphine was immobilized on the membrane by 
adsorption from a solution containing 1% polyvinyl 
alcohol 2.000 MW, 50 mM citrate. 1.17 mg/mL anti- 
body. pH 3.0, and the membrane then blocked with a 
solution of 0.1% viN casein and 1% polyvinyl alcohol 
2,000 MW and ^en dried ovemight in a desiccator. 
After drying, the laminate assembly was placed on an 
injection molded part of a styrene copolymer, which 
contained a series of longitudinal 90"* V-shaped chan- 
nels that were 0.014 inches wide and 0.007 inches 
deep. The laminate was then ultrasonically spot wel- 
ded to the injection molded part such that the mem- 
brane beneath the first fluid opening was not in 
contact with the textured surface of the non-absort>ent 
infection molded part 

60 \jL aliquots of a series of Morphine-colloidal 
gold conjugates (relative concentrations of 2, 1.3 and 
1) were then added to the first fluid openings of each 
f thre of the devices described atx>ve. After the con- 
jugate had migrated the entire length of the window. 
1 00 of an aqueous wash solution containing 0.05% 
iubrot as a surfactant was added to the center of the 



additional fluid opening and allow d to flow through 
th membrane. Immediately after th completion of 
th washing step, a red region appeared on the mem- 
brane within the additional fluid opening. The length 

5 of the red region varied in proportion with the concen- 
tration of the morphine-colloidal gold conjugate. This 
demonstrated that the lat>eled species in the sampi 
can be introduced at one end of the porous member 
and be forced to react with immobilized ligand recep- 

10 tor along the porous memt>er. 



Claims 

IS 1 . A device for assaying a sample suspected of con- 
taining at least one target ligand comprising: 

a porous member having an upper and a 
lower surface, being positioned in the device such 
that said sample may be applied to said upper 

20 surface; and 

a non-absorbent memt>er having a text- 
ured surface with channels capat>le of forming a 
network of capillary channels when placed in 
communication beneath or around said porous 

25 member, said capfllary network being substan- 

tially parallel to the lower surface of said porous 
member; 

whereby the sample, alone or in combi- 
nation with other fluids, when applied to said 

30 upper surface is drawn through said porous mem- 

ber to said capillary network formed between said 
porous member and said non-absorbent member 
when substantially all the void volume of said por- 
ous member Is filled witti said sample and/or 

35 fluids and when contact is made between said 

porous member and said non-at>sorbent mem- 
ber. 

2. A device for assaying a sample suspected of con- 
40 taining at least one target ligand comprising: 

a porous member having an upper and a 
lower surface, being positioned in the devic such 
that said sample may t>e applied to said upper 
surface; and 

45 a non-absort>ent n)emt)er having a text- 

ured surface with channels capable of forming a 
network of capillary channels when placed in 
communication beneath or around said porous 
member, said capillary network being substan- 

50 tialiy parallel to tiie lower surface of said porous 

member 

wher by the sample, alone or in combi- 
nation witti other fluids, when applied to said 
upper surface Is drawn through said porous menv 
55 berto said capillary networkformed t>etween said 

porous member and said non-absort>ent member 
when the volume of said sample, alone or in com- 
bination with other fluids, substantially exceeds 

18 
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the vok) volum of said porous member and when 
contact Is made between said porous member 
and said non-absorbent member. 

A device for assaying a sample suspected of con- 
taining at least one target ligand comprising: 

(a) a porous member having an upper and a 
lower surface, being positioned in the device 
such that said sample nr^ay be applied to said 
upper surface; and 

(b) a non-absorbent member having a text- 
ured surface with channels capable of forming 
a network of capillary channels when placed 
in communication beneath or around said por- 
ous member, said capillary network being 
substantially parallel to the lower surface of 
said porous member; 

(c) a non-absorbent third member disposed 
substantially Bbove or substantially around 
said porous member (a), having at least one 
opening, such that a fluid applied to said open- 
ing wicks over and/or Into said porous mem- 
ber (b); and 

whereby tiie sample, alone or in combination with 
other fluids, when applied to the upper surface is 
drawn through said porous member to sakl capil- 
lary network formed between said porous mem- 
ber and said non-absorbent member when 
substantially all the void volume of said porous 
member is filled with said sample and/or fluids 
and when contact is made between said porous 
member and said rwn-absorbent member. 

A device for assaying a sample suspected of con- 
taining at least one target ligand comprising: 

(a) a porous member having an upper and a 
lower surface, being positioned in the device 
such ttiat said sample may be applied to said 
upper surface; 

(b) a non-absorbent member having a text- 
ured surface with channels capable of forming 
a network of capillary channels when placed 
in communication beneath or around said por- 
ous member, said capillary network being 
substantially parallel to the lower surface of 
said porous member; 

(c) a non-absorbent third meml)er disposed 
substantially above or substantially around 
said porous member (a), having at least one 
opening, such that a fluid applied to said open- 
ing wicks over and/or into said porous merrv- 
t>er (b): and 

whereby the sample, alone or in combination with 
other fluids, when applied to said upper surface is 
drawn through said porous member to saW capil- 
lary network formed between said porous menv 
ber and said rron-absorbent member when the 
volume of said sample, alone or in combination 



with other fluids, substantially exceeds the vokJ 
volume of said porous member and when contact 
is made between said porous member and saki 
non-absorbent member. 

5 

5. A device as claimed in any one of claims 1 to 4 in 
which at least one binding agent is directly or indi- 
rectly bound in the porous member. 

io 6. A device as claimed in any one of claims 1 to 4 in 
which at least one ligand receptor is directly or 
indirectly bound in the porous member. 

7. Device of claim 6 wherein said ligand receptor is 
IS a monoclonal antibody capable of binding to sakl 

target ligand. 

8. Device of any one of claims 1 to 7 wherein sakJ 
porous member is a nylon membrane. 

20 

9. Method of perfomriing a non-competitive ligand 
receptor assay using the device of claims 5 or 6 
comprising the steps of: 

(a) applying a volume of said sample to sakl 
25 device; 

(b) adding a volume of a labelled second bind- 
ing agent capable of binding to the complex 
formed between said target ligand and said 
bound binding agent or ligand receptor; and 

30 (c) washing to remove excess target ligand 

and/or excess fluids. 

10. Method of performing a competitive ligand recep- 
tor assay using the device of daim 6 ccmiprising 

3S the steps of: 

(a) applying a volume of said sample to saW 
device, said sample comprising at least one 
said target ligand and at least one lab lied 
ligand analogue capable of competing with 

40 said target ligand for binding to said ligand 

receptor bound in said porous member; 

(b) allowing said labelled ligand analogu to 
bind said t>ound ligand receptor, and 

(c) washing to remove excess target ligand 
4S and/or excess fluids. 

11. Method of perfomiing a competitive ligand recep- 
tor assay using the device of claim 6 wherein saW 
target ligand in said sample is a ligand receptor 

50 capable of competing with a labelled ligand 

receptor conjugate for binding to said binding 
ag nt bound in said porous member, comprising 
the steps of: 

(a) applying a volume of said sample to sakJ 
55 device, said sample comprising at least one 

said target ligand and at least one ligand 
receptor conjugate; 

(b) allowing said labelled ligand receptor to 

19 
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bind said bound ligand receptor; 

(c) washing to remove excess target ligand 

and/or excess fluids. 
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FIG. 6 
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(g) Device for ligand-receptor methods. 

@ Devices for use in either competitive or non- 
competitive ligand-receptor assays, having a 
microporous member in contact with a non- 
absorbent textured surface, where the surface 
texturing is such that a capillary network is 
formed when in contact with the microporous 
member. More particularly, these devices com- 
prise : 

a porous member having an upper and a 
lower surface, being positfoned in the device 
such that said sample may be applied to said 
upper surface ; and 

a non-absorbent member having a text- 
ured surface with channels capable of forming 
a network of capSlary channels when placed in 
communication beneath or around said porous 
member, said capillary network being substan- 
tially parallel to the tower surface of said porous 
member ; 

whereby the sample, alone or in combi- 
nation with other fluids,when applied to said 
upper surface is drawn through said porous 
member to said capillary network formed be- 
tween said porous member and said non- 
absorbent member when substantially all the 
void volume of said porous member is filled 
with said sample and/or fluids and when con- 
tact is made between said porous memlser and 
said non-absorbent member. These devices are 
suitable for use in ligand-receptor assays which 
are performed using either immunoc- 
hromatographic methods or in those which are 
performed using flow-through methods. 
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